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pathway contributing to skeletal muscle
atrophy in old wistar rats
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Yves Boirie2,6 and Stéphane Walrand2,4*Abstract
Background: The diminished ability of aged muscle to self-repair is a factor behind sarcopenia and contributes to
muscle atrophy. Muscle repair depends on satellite cells whose pool size is diminished with aging. A reduction in
Notch pathway activity may explain the age-related decrease in satellite cell proliferation, as this pathway has been
implicated in satellite cell self-renewal. Skeletal muscle is a target of vitamin D which modulates muscle cell proliferation
and differentiation in vitro and stimulates muscle regeneration in vivo. Vitamin D status is positively correlated to muscle
strength/function, and elderly populations develop a vitamin D deficiency. The aim of this study was to evaluate how
vitamin D deficiency induces skeletal muscle atrophy in old rats through a reduction in Notch pathway activity and
proliferation potential in muscle.
Methods: 15-month-old male rats were vitamin D-depleted or not (control) for 9 months (n = 10 per group). Rats were
24-month-old at the end of the experiment. Gene and/or protein expression of markers of proliferation, or modulating
proliferation, and of Notch signalling pathway were studied in the tibialis anterior muscle by qPCR and western blot.
An unpaired student’s t-test was performed to test the effect of the experimental conditions.
Results: Vitamin D depletion led to a drop in concentrations of plasma 25-hydroxyvitamin D in depleted rats compared
to controls (−74%, p < 0.01). Tibialis anterior weight was decreased in D-depleted rats (−25%, p < 0.05). The D-depleted
group showed −39%, −31% drops in expression of two markers known to modulate proliferation (Bmp4, Fgf-2 mRNA
levels) and −56% drop in one marker of cell proliferation (PCNA protein expression) compared to controls (p < 0.05). Notch
pathway activity was blunted in tibialis anterior of D-depleted rats compared to controls, seen as a down-regulation of
cleaved Notch (−53%, p < 0.05) and its target Hes1 (−35%, p < 0.05).
Conclusions: A 9-month vitamin D depletion induced vitamin D deficiency in old rats. Vitamin D depletion induces
skeletal muscle atrophy in old rats through a reduction in Notch pathway activity and proliferation potential. Vitamin D
deficiency could aggravate the age-related decrease in muscle regeneration capacity.
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One of the most striking effects of ageing is an involuntary
loss of muscle mass known as sarcopenia. The development
of sarcopenia appears to be multifactorial and includes
anabolic resistance to dietary amino acids, hormonal
changes and sedentary lifestyle [1]. The diminished ability
of aged muscle to self-repair is also a key factor behind
sarcopenia [2-4]. Muscle loss during ageing may partly
depend on the accumulation of repeated episodes of
incomplete repair and regeneration throughout the life
span following overt injury but also daily small damages
that may not be perceived via pain or alteration in
function [5]. Muscle repair occurs in 4 interdependent
phases: (1) degeneration; (2) inflammation; (3) regeneration,
involving satellite cells (SC) that enter the cell cycle
and differentiate to form newly multinucleated cells
or to repair surviving fibers; (4) remodelling and repair [6].
This process is thus reliant on SC located underneath basal
lamina of myofibers [7,8]. SC pool size shrinks significantly
with ageing [9]. Shefer et al. [10] showed that number of
SC cells per freshly-isolated mice myofiber declines
with age whereas SC differentiation potential remains
unchanged [10]. However, the state of SC pool with
ageing is controversial because some investigators
have demonstrated that although no changes occur in
the SC number with ageing, their physiological function,
i.e. regenerative potential, was impaired [11-13].
As recently revealed, the hypothesis of a decreased SC
proliferative capacity with age can also be explained by an
age-related decrease in Notch pathway activity [14]. Notch
is a highly conserved transmembrane receptor whose
pathway plays a central role in muscle development
and regeneration [15-17]. Binding of the Notch ligand, e.g.
transmembrane protein Delta-1, promotes two proteolytic
cleavage events [18]. First, an ADAM (A disintegrin and
metalloprotease domain) protease cleaves Notch receptor
to generate the transmembrane fragment Notch (TMNotch)
[19]. Second, a γ-secretase complex cleaves TMNotch [20],
leading to the release of the intracellular domain of Notch
receptor (NicdNotch). NicdNotch then translocates to the
nucleus where it acts as a transcription factor to promote
the transcription of its target genes, such as Hes1 or
Hey1 [21], which are implicated in the blockade of cell
differentiation and the maintenance of cell self-renewal
[22-25]. Mutant mice expressing the Notch inhibitor
dnMAML1-gfp in muscle stem cells show smaller muscles
and fewer SC [26]. The decline of Notch pathway activity
with ageing may in part explain the reduced number of
SC able to regenerate muscle cells [27]. Although changes
occur in SC cells during aging, environmental factors still
play a significant role in muscle regeneration [28].
Observational studies have shown that vitamin D status
is positively correlated to muscle strength and function
[29]. Vitamin D is derived from the action of ultraviolet(UV) light on skin and from diet [30,31]. Once produced
in skin or absorbed by the gut, vitamin D is carried in
blood, mostly by vitamin D-binding protein, to the liver
where it undergoes 25-hydroxylation to form calcifediol
(25(OH) D), the major circulating metabolite of vitamin D
[32]. Vitamin D input is largely reflected by blood 25(OH)
D concentrations, and blood 25(OH) D is widely used as a
measure of vitamin D status. 25(OH) D undergoes a last
hydroxylation step by 1-α-hydroxylase enzyme (CYP27B1),
expressed in kidney and many other tissues, to form the
active hormone 1,25-dihydroxyvitamin D (1,25(OH)2D
or calcitriol) [33]. Vitamin D plays a role in numerous
physiological processes through both genomic and
non-genomic effects [33,34]. Note that the various actions
of vitamin D can be dependent on or independent of its
binding on the nuclear receptor VDR (vitamin D
receptor), as shown by previous studies in myotubes
or osteoblasts [35,36].
Skeletal muscle is a target of vitamin D [34], and
several in vitro and in vivo studies have been led to
analyze its effects on muscle. In vitro studies show
that vitamin D modulates muscle cell proliferation
and differentiation [35,37,38]. In vivo, vitamin D injections
in adult rats promote cell proliferation and consequently
the regenerative process in skeletal muscle after a crush
injury [39]. Besides its key role in muscle cell proliferation
and differentiation, vitamin D also regulates muscle
contractile function [40,41]. Whole together, these data
demonstrate the necessity of vitamin D for the mainten-
ance of structural integrity and function of skeletal muscle.
Vitamin D deficiency is common in elderly populations
and has been associated with muscle weakness [42].
However, an in vivo study has highlighted that muscle
weakness was rather a consequence of hypophosphatemia
associated with hypovitaminosis D [43]. Furthermore,
VDR expression in human muscle tissue decreases with
age [44].
Bone morphogenetic protein 4 (Bmp4) and fibroblast
growth factor-2 (Fgf-2) are two controllers known to be
involved in the modulation of muscle cell proliferation
and differentiation. Bmp4 regulates the transition from
proliferation to differentiation [45], and Fgf-2 enhances
the number of SC held in a proliferative state without
suppressing the transition to the state of differentiation
[46]. Interestingly, previous studies have shown that vitamin
D modulates Bmp4 and FgF-2 expression [47,48], and
Notch pathway and Bmp4 interact to control proliferation/
differentiation transition [49].
Prompted by these previous investigations, we addressed
the hypothesis that vitamin D deficiency in old rats reduces
the potential of skeletal muscle to regenerate by down-
regulating the activity of the Notch signalling pathway,
leading to muscle atrophy. After 9 months of vitamin D
depletion, we studied the expression of markers implicated
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proliferation in skeletal muscles in 24-month-old rats. We
found that 9-month of vitamin D depletion induced a
significant vitamin D deficiency in old rats and led to
skeletal muscle atrophy, due at least in part to a re-
duced Notch pathway activity which controls muscle
cell proliferation.
Material and methods
Ethics statement
All animal procedures were approved by the institution’s
animal welfare committee (Comité d’Ethique en Matière
d’Expérimentation Animale Auvergne: CEMEAA; Permit
number: CE 93–12) and were conducted in accordance
with the European’s guidelines for the care and use of
laboratory animals (2010-63UE). Animals were housed
in the animal facility of the INRA Research for Human
Nutrition (Agreement N°: C6334514). Rats were purchased
from JANVIER (Le Genest St Isle, France). At the end of
the experiment, the rats were sacrificed by decapitation
after isoflurane anaesthesia and all efforts were made to
minimize animal suffering.
Experimental protocol
Male 15-month-old Wistar rats were housed in a
temperature- (22 ± 0.8°C) and humidity-controlled room,
maintained on a 12 h light/dark cycle and given ad
libitum access to standard chow and water for a 2-week
acclimatization. The rats were then randomly assigned
(n = 10 per group) to either the AIN-93 M maintenance
diet or to a modified AIN-93 M diet with no vitamin D
(TestDiet, Missouri, USA) for 9 months. Table 1 lists the
diet compositions. Rats fed with the vitamin D-depleted
diet were also housed under UV-filtered lamps (OSRAM,
France) avoiding any vitamin D epidermal synthesis. Food
intake was recorded every two weeks and records were
stopped two weeks before the end of the experiment. Body
weight was recorded weekly throughout the experiment.
Rats were fasted (16 h) at the time of euthanasia. Animals
were 24-months old on the day of euthanasia. At the end
of the experiment, the rats were weighed then sacrificedTable 1 Composition of maintenance diet and
vitamin-D-depleted diet
% AIN93M
maintenance diet
AIN93M diet without
vitamin D
Carbohydrates 73 73
Protein (free of
vitamin D)
13 13
Fat 4.1 4.1
Fiber 5 5
Vitamin and
mineral mix
4.9* 4.9**
*containing 1 IU/g of vitamin D3, **without vitamin D3.by decapitation after isoflurane anaesthesia, and the
tibialis anterior (TA) and soleus muscles were rapidly
removed from both hind limbs and weighed. Muscle
samples were quickly frozen in liquid nitrogen and
stored at −80°C until analysis.
Animals that died during the experiment or developed
tumors or renal insufficiencies were excluded from the
analysis.
Body composition analysis
Control and vitamin D-depleted rats were subjected to
magnetic resonance imaging (MRI) using Echo MRI
(Echo Medical Systems, Houston, TX) to determine
body composition at the beginning and the end of the
experimental period. Lean mass (LM) and fat mass (FM)
were expressed as percentage of body weight.
Measure of plasma vitamin D and serum calcium and
phosphorus
Blood samples were collected into EDTA tubes (Venosafe®,
Terumo, France) at the beginning and the end of the
experimental procedure and centrifuged at 1300 g for
10 min at 4°C to separate the plasma which was then
rapidly frozen in liquid nitrogen and stored at −80°C
until analysis. Blood was also collected into dry tubes
(Venosafe®, Terumo, France) following depletion period,
and after an incubation for 20 min at room temperature
they were centrifuged at 1300 g for 10 min at 4°C to
separate the serum which was then rapidly frozen in
liquid nitrogen and stored at −80°C until analysis.
Plasma 25(OH) D levels were measured using a 25-OH
Vitamin D (direct) ELISA kit (PromoKine, France) accord-
ing to the manufacturer’s instructions.
Serum calcium and phosphorus levels were measured
using an automat Konelab 20 (Thermo Scientific, MA,
United States).
Quantitative RT-PCR analysis
Total RNA was extracted using Tri-Reagent according
to the manufacturer’s instructions. RNA quality was
checked by agarose gel electrophoresis. RNA quantity
was measured by determining the absorbencies at 260
and 280 nm. The level of mRNAs corresponding to
genes of interest was measured by reverse transcription
followed by RT-PCR using a Rotor-Gene Q system (Qiagen,
France). One μg of total RNA was reverse-transcribed using
a RT2 First Strand Kit (Qiagen, France).
In order to analyse a panel of genes related to biological
pathways (cellular structure and function, apoptosis,
proliferation, metabolism, muscle differentiation, Notch
pathway and regulation of anabolism), a RT2 Profiler
Custom PCR Array was used to simultaneously examine
the mRNA levels of genes of interest, including four
housekeeping genes, in Rotor-disc 100 format according
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Corporation) [50,51]. mRNA expression for each target
gene in control and vitamin D depleted samples was
normalized using expression of Tbp as a housekeeping
gene and was relative to control group according to the
2−ΔΔCT method, as described previously [52].
Western blot analysis
A 50-mg sample of TA muscle was lysed in an ice-cold lysis
buffer (50 mM HEPES pH 7.4, 150 mM NaCl, 10 mM
EDTA, 10 mM NaPPi, 25 mM β-glycerophosphate, 100 mM
NaF, 2 mM Na orthovanadate, 10% glycerol, 1% Triton
X-100, Sigma-Aldrich, MO, United States) containing
1:200 of protease-inhibitor cocktail (Sigma-Aldrich,
MO, United States). Protein concentration was determined
using a Micro BCATM Protein assay kit (Thermo Scientific,
MA, United States). Prior to SDS-PAGE, proteins
were dissolved in a denaturing buffer containing 0.02%
Bromophenol blue and 20% 2-β-mercaptoethanol and
heated for 5 min at 95°C. Protein expressions were
measured by loading 50 μg of denatured proteins
onto a polyacrylamide gel. SDS-PAGE-separated proteins
were transferred to a polyvinylidene membrane (Millipore,
Molsheim, France). Immunoblots were blocked with
TBS-Tween-20 0.1% containing 5% bovine serum albumin
(for detection of TMNotch1) or 5% dry milk (for detection
of the others proteins), then probed overnight at 4°C with
primary antibodies. The following primary antibodies
were used: anti-VDR (1:1000; EPITOMICS; ref 3277–1),
anti-proliferating cell nuclear antigen (anti-PCNA;
1:1000; Sigma; P8825), anti-Delta 1 (1:200; Santa Cruz
Biotechnology; sc-9102), anti-transmembrane fragment
Notch1 (anti-TMNotch1; 1:200; Santa Cruz Biotechnology;
sc-6015), anti-p38 (1:10000; Sigma; M0800).
After several washes with TBS-Tween-20 0.1%, immu-
noblots were incubated with a horseradish peroxidase-
conjugated secondary antibody for one hour at room
temperature. The secondary antibody used was the horse-
radish peroxidase-conjugated anti-rabbit immunoglobulin
(1:2000; Dako, P0399).
The immune-reactive strips were visualized by
chemiluminescence (ECL Western Blotting Substrate,
Pierce, IL). Luminescent secondary antibodies were
visualized using MF ChemiBis 2.0 (DNR Bio-Imaging
Systems, Israel). Intensity of the strips was quantified
by densitometry using Multi Gauge V3.2 software
(Fujifilm, Japan). Expression of the total amount of
p38 was used to normalize protein loading between
samples as previously described [53-56].
Statistical analysis
All data are presented as means ± SEM. For food intake
and body weight parameters, a repeated measures ANOVA
was performed to test the conditions throughout theexperiment. Concerning the others parameters studied, an
unpaired student’s t-test was performed to test the effect
of the experimental conditions. Statistical analysis was
performed using StatView (version 4.02; Abacus Concepts,
Berkeley, CA). Values of p < 0.05 (flagged *), or p < 0.001
(flagged **) were considered significant.
Results
Effect of vitamin D depletion on food intake and
morphological parameters
Mean daily food intake throughout the experiment was
equivalent between the two diet groups, except at week 20,
i.e. food intake of vitamin D-depleted rats was slightly but
significantly more important than in the control group
(Figure 1A). Body weight of vitamin D-depleted rats
increased throughout the experiment and became signifi-
cantly different in comparison with their control counter-
parts after 13 weeks (Figure 1B). At the beginning of the
experiment, body composition of D-depleted and control rat
was similar (Figure 1C). In contrast, percent fat mass was
significantly increased by 43% (p < 0.05) whereas percent lean
mass was reduced by 12% (p < 0.001) in D-depleted rats
compared to controls at the end of the experiment
(Figure 1D). Moreover, D-depleted rats showed significantly
greater variation in lean mass over the experimental period
than controls (control group vs. depleted group: −2% vs. -9%,
p < 0.05; Figure 1E). Fat mass variation was similar between
the two groups but tended to be higher in vitamin
D-depleted rats. Type II muscle mass was preferentially
affected by vitamin D depletion, since TA/body weight ratio
decreased in vitamin D-depleted old rats (−25%, p < 0.05,
Figure 2A), whereas type I soleus/body weight ratio
remained unchanged between the two groups (Figure 2B).
Effect of vitamin D depletion on vitamin D, calcium and
phosphorus status and muscle VDR expression
At the beginning of the experiment, blood 25(OH) D
concentration was similar between the two groups
(Figure 3A). As expected, a severe drop in vitamin D
status was observed after 9 months of vitamin D depletion
(−74%, p < 0.01, Figure 3B). Furthermore, VDR protein
expression was down-regulated in the skeletal muscle of
the depleted group (−28%, p < 0.05, Figure 3C).
To ensure that muscle atrophy was not related to
changes in blood calcium and phosphorus due to
vitamin D depletion, serum calcium (Figure 3D) and
phosphorus (Figure 3E) were measured and no differences
were observed between the two groups.
Effect of vitamin D depletion on expressions of
proliferation and Notch pathway markers in tibialis
anterior
In order to screen the putative pathways related to
muscle mass changes with the vitamin D-depleted
Figure 1 Effect of vitamin D depletion on food intake and morphological parameters in old rats. (A) Food intake of control and vitamin
D-depleted rats throughout the experimental period (n = 7 for control group and n = 9 for depleted group). Food intake was similar between the
two groups except at week 20. Data presented are means ± SEM; *p < 0.05. (B) Body weight was measured throughout the experiment (n = 7 for
control group and n = 9 for depleted group). Body weight of vitamin D-depleted rats increased throughout the experiment and became significantly
different in comparison with their control counterparts after 13 weeks. Data presented are means ± SEM; *p < 0.05. At the beginning (C) and the end
(D) of the depletion period, rats from each group were subjected to magnetic resonance imaging (MRI) using Echo MRI to determine body composition.
Fat mass (FM) and lean mass (LM) were expressed as percentage of body weight (n = 7 for control group and n = 9 for depleted group).
At the beginning of the experiment, body composition of D-depleted and control rat was similar. In contrast, percent fat mass was significantly
increased by 43% (p < 0.05) whereas percent lean mass was reduced by 12% (p < 0.001) in D-depleted rats compared to controls at the end of the
experiment. Data presented are means ± SEM; *p < 0.05 and **p < 0.01. (E) Body composition of rats from each group was determined at
the beginning and the end of the experimental period, allowing us to calculate variation in fat mass (Δ FM) and lean mass (Δ LM) throughout the
experiment (n = 7 for control group and n = 9 for depleted group). The loss of LM was greater and the gain of FM tended to be more important in
vitamin-D depleted rats compared to control rats. Data presented are means ± SEM; *p < 0.05.
Domingues-Faria et al. Nutrition & Metabolism 2014, 11:47 Page 5 of 13
http://www.nutritionandmetabolism.com/content/11/1/47diet, we ran a targeted PCR array to study the
expression of key genes regulating cell structure and
function, apoptosis, metabolism, muscle differenti-
ation and muscle anabolism, Notch pathway and cell
proliferation.
mRNA expression of genes known to regulate apop-
tosis, metabolism, anabolism, myogenesis, and musclecell structure, were impaired following vitamin D depletion
(see Additional file 1).
Results also showed that the expression of the gene
clusters related to Notch pathway and cell proliferation
were significantly modulated by vitamin D depletion.
Concerning genes related to cell proliferation, mRNA
expression levels of Bmp4 (Figure 4A) and Fgf-2 (Figure 4B)
Figure 2 Effect of vitamin D depletion on tibialis anterior or soleus/body weight ratio. On the day of euthanasia, tibialis anterior (TA)
(A) and soleus (B) of control and depleted rats were removed and weighed. TA or soleus/body weight ratio was calculated for each rat (n = 7 for
control group and n = 9 for depleted group). TA/body weight ratio decreased in vitamin D-depleted old rats compared to control rats, whereas
soleus/body weight ratio remained stable. Data presented are means ± SEM; *p < 0.05.
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vitamin D-depleted rats versus controls (p < 0.05).
These data were confirmed by the decreased expression of
PCNA protein in old rats after dietary vitamin D depletion
(−56%, p < 0.05, Figure 4C).
The Notch pathway regulates skeletal muscle prolifera-
tion. Data from the PCR array showed that the expres-
sion of Notch intermediates was altered in the vitamin
D-depleted group. Delta-1 mRNA level was significantly
reduced by 63% in the TA of vitamin D-depleted rats
compared to controls (Figure 5A). Unexpectedly, despite a
significant reduction in its transcript level, Delta-1 protein
expression remained unchanged between the two groups
(control vs. depleted: 91.28 ± 19.23 vs. 85.27 ± 16.03, A.U.,
p =NS, Figure 5B). Although mRNA expression of full
length Notch was unaffected by vitamin D depletion
(control vs. depleted: 1 ± 0.17 vs. 0.86 ± 0.15, p = NS
Figure 6A), protein expression of cleaved Notch
(TMNotch) was decreased in old D-depleted rats compared
to controls (−53%, p < 0.05, Figure 6B). Following the
activation of the Notch pathway, the intracellular domain
of the Notch receptor translocates to the nucleus where it
acts as a transcription factor to promote the transcription
of its target genes. Therefore, we analysed the mRNA levels
of its target Hes1. In addition, as already shown, the
variation of the mRNA expression of Notch targets reflects
the Notch pathway activity [21,24]. We observed that the
expression of Hes1 was significantly reduced after vitamin
D depletion in old rats (−35%, p < 0.05, Figure 7).
Discussion
Sarcopenia is defined as the involuntary loss of muscle
mass and strength with ageing [1]. The diminished abilityof aged muscle to self-repair is a key driver of this process
[4,6,28,57], whether in situations of overt injury as in small
daily damages not perceived via pain or altered contractile
function [5]. The regulatory activity of the Notch
pathway ―a key factor of muscle development and
regeneration [17,58]― also decreases with age and may
contribute to muscle atrophy [12,14]. Besides these
endogenous regulatory pathways, environmental factors
also play a key role in muscle regeneration [28]. Vitamin
D could be central to maintained muscle mass due to its
known effects on skeletal muscle [34]. Vitamin D status is
positively correlated to muscle strength/function [34].
Older populations commonly develop vitamin D deficiency,
causing muscle weakness [42]. Here, we tested the
hypothesis that vitamin D deficiency contributes to
the age-related muscle atrophy, due at least in part to a re-
duced Notch pathway activity. At the end the experimental
period, blood 25(OH)D concentration had fallen by 75% in
vitamin D-depleted rats. Despite similar food intake levels,
average body weight increased in D-depleted rats compared
to controls. Furthermore, while body fat mass increased
in D-depleted rats, percent lean mass decreased. In
accordance with this decreased fat free mass, D-depleted
old rats showed a significant reduction in muscle mass,
particularly in type II muscle mass. Interestingly, age-
related muscle atrophy is characterized by a loss of muscle
fibers, notably type II fibers [59,60]. In this context, our
study focused on TA, as it is mainly composed of type II
fibers [61]. Our results on muscle mass are consistent
with studies showing that vitamin D status is inversely
correlated with body fat mass [62,63] and that muscle is a
direct target of vitamin D [34,64]. Vitamin D potentiates
protein synthesis in C2C12 following leucine and insulin
Figure 3 Vitamin D, calcium and phosphorus status and muscle VDR expression in old rats. At the beginning (A) and the end (B) of the
experimental period, blood from control and depleted rats was collected and plasma was separated. Then, plasma 25(OH) D was measured using
an ELISA kit according to the manufacturer’s instructions (n = 7 for control group and n = 9 for depleted group). 25(OH) D concentrations were
similar at the beginning of the protocol and showed a severe drop in vitamin D status in depleted rats compared to controls after the depletion
period. Data presented are means ± SEM; *p < 0.05 and **p < 0.01. (C) VDR protein expression was analyzed in muscle by western blotting and
quantified using Multi Gauge V3.2 software. Expression of the total amount of p38 was used to normalize protein loading between samples (n = 7 for
control group and n = 9 for depleted group). VDR protein expression was down-regulated in the skeletal muscle of the depleted group. A.U. = arbitrary
units. Data presented are means ± SEM; *p < 0.05. At the end of the experiment, blood from control and depleted rats was collected and serum was
separated. Then, serum calcium (D) and phosphorus (E) were measured using an automat Konelab 20 (n = 7 for control group and n = 9 for depleted
group). Calcium and phosphorus concentrations were similar between control and depleted groups. Data presented are means ± SEM; *p < 0.05.
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[40,41,53]. Vitamin D is required for normal skeletal
muscle development, and it promotes skeletal muscle
regeneration following injury in adulthood [39,65]. Finally,hypovitaminosis D develops with ageing and is linked to
muscle weakness which increases the risks of falls [66]. All
data from literature show that vitamin D is essential
in regulating skeletal muscle structure and function.
Figure 4 Effect of vitamin D depletion on expression of proliferation markers and regulators in old rats. (A) mRNA expression of Bmp4
and (B) Fgf-2 in tibialis anterior of control and depleted rats was analyzed using a RT2 Profiler Custom PCR Array following the manufacturer’s
protocol. Bmp4 and Fgf-2 mRNA in control and vitamin D depleted samples was normalized using expression of Tbp as a housekeeping gene and was
relative to control group according to the 2−ΔΔCT method (n = 7 for control group and n = 9 for depleted group). mRNA expression levels of Bmp4 and
Fgf-2 were significantly decreased in vitamin D-depleted rats versus controls. Data presented are means ± SEM; *p < 0.05. (C) Protein expression of PCNA
in tibialis anterior was analyzed by western blotting and quantified using Multi Gauge V3.2 software. Expression of the total amount of p38 was used to
normalize protein loading between samples (n = 7 for control group and n = 9 for depleted group). The expression of PCNA protein decreased in old rats
after dietary vitamin D depletion compared to control. A.U = arbitrary units. Data presented are means ± SEM; *p < 0.05.
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hypophosphatemia is responsible for skeletal muscle
weakness in vitamin-D deficient rat [43], demonstrating
that vitamin D effects on muscle could also be dependent
of other factors. Vitamin D is known to regulate
phosphocalcic homeostasis [67]. In our study, vitamin
D depletion had no effect on serum phosphorus and
calcium levels indicating that muscle atrophy was not
a consequence of a phosphocalcic imbalance but was
likely due to the vitamin D deficiency.
A logical effect of the reduction in body vitamin D
status is that the expression of its receptor VDR was,
as expected, down-regulated in the skeletal muscle of
old D-depleted rats. Ceglia et al. [68] had previously
shown that vitamin D3 supplementation increases VDRexpression and fiber size in skeletal muscle of elderly
women [68]. Furthermore, vitamin D, and specifically
its active form 1,25(OH)2D, auto-regulates the expres-
sion of the VDR gene through intronic and upstream
enhancers [53,69]. Taken together, these results highlight
that vitamin D depletion for 9 months provoked a
vitamin D deficiency in old rats and subsequently
generated morphological and molecular changes related
to hypovitaminosis D.
In order to understand why muscle mass is reduced in
D-depleted rats, we ran a PCR array to study the expression
of genes related to autocrine signalling, apoptosis, metabol-
ism, anabolism regulation, myogenesis, notch pathway, cell
proliferation and cell structure and function. Except for
the autocrine signalling, the expression of at least one
Figure 5 Effect of vitamin D depletion on Delta-1 transcript levels and protein expression in old rats. (A) mRNA expression of Delta-1 in
tibialis anterior of control and depleted rats was analyzed using a RT2 Profiler Custom PCR Array following the manufacturer’s protocol. Delta-1
mRNA in control and vitamin D depleted samples was normalized using expression of Tbp as a housekeeping gene and was relative to control
group according to the 2−ΔΔCT method (n = 7 for control group and n = 9 for depleted group). Delta-1 mRNA level was reduced in the TA of
vitamin D-depleted rats compared to controls. Data presented are means ± SEM; *p < 0.05. (B) Protein expression of Delta-1 was analyzed in tibialis
anterior by western blotting and quantified using Multi Gauge V3.2 software. Expression of the total amount of p38 was used to normalize protein
loading between samples (n = 7 for control group and n = 9 for depleted group). Delta-1 protein expression remained unchanged between the two
groups. A.U = arbitrary units. Data presented are means ± SEM; *p < 0.05.
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the vitamin D depleted group. These results highlighted
that vitamin D deficiency displays a large variety of
metabolic and functional changes in skeletal muscle.
Thus, the effects of vitamin D depletion on these pathways
need to be further investigated in skeletal muscle. In our
study, we choose to focus on cell proliferation and Notch
pathway. Previous studies have demonstrated that NotchFigure 6 Effect of vitamin D depletion on Notch-1 transcript levels an
Notch-1 in tibialis anterior of control and depleted rats was analyzed using
Full length Notch-1 mRNA in control and vitamin D depleted samples was
relative to control group according to the 2−ΔΔCT method (n = 7 for contro
Notch was unaffected by vitamin D depletion. Data presented are means ±
Notch-1 (TMNotch-1) was analyzed in tibialis anterior by western blotting and
amount of p38 was used to normalize protein loading between samples (n =
cleaved Notch (TMNotch) was decreased in old D-depleted rats compared tosignalling, muscle cell proliferation and vitamin D status
are impaired in older people, and that vitamin D modulates
muscle cell proliferation and stimulates regeneration. We
found that the expressions of key genes related to the
regulation of cell proliferation, particularly Bmp-4 and
Fgf-2, were down-regulated with vitamin D depletion. The
BMP proteins are known to be involved in myogen-
esis [70,71]. In a murine C2C12 myoblast cell line,d protein expression in old rats. (A) mRNA expression of full length
a RT2 Profiler Custom PCR Array following the manufacturer’s protocol.
normalized using expression of Tbp as a housekeeping gene and was
l group and n = 9 for depleted group). mRNA expression of full length
SEM; *p < 0.05. (B) Protein expression of transmembrane fragment
quantified using Multi Gauge V3.2 software. Expression of the total
7 for control group and n = 9 for depleted group). Protein expression of
controls. A.U = arbitrary units. Data presented are means ± SEM; *p < 0.05.
Figure 7 Effect of vitamin D depletion on Hes1 gene expression
in old rats. mRNA expression of Hes1 in tibialis anterior of control and
depleted rats was analyzed by using a RT2 Profiler Custom PCR Array
following the manufacturer’s protocol. Hes1 mRNA in control and
vitamin D depleted samples was normalized using expression of Tbp
as a housekeeping gene and was relative to control group according
to the 2−ΔΔCT method (n = 7 for control group and n = 9 for depleted
group). The expression of Hes1 was significantly reduced after vitamin
D depletion in old rats. Data presented are means ± SEM; *p < 0.05.
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proliferation [45]. On Fgf-2, studies using cultures of
muscle cells or fibers in which SC were maintained in their
in situ position, i.e. under the fiber basement membrane,
have established that Fgf-2 enhances proliferative rate
or the number of SC [46,72]. Interestingly, previous stud-
ies have shown that 1,25-dihydroxyvitamin D modulates
Bmp-4 and FgF-2 expression [47,48].
As Bmp4 and Fgf-2 regulates muscle cell proliferation,
we aimed to confirm that proliferation state where
diminished in TA muscle of D-depleted rats. PCNA
protein expression was decreased in vitamin D-depleted
old rats compared to controls. PCNA reflects the prolifera-
tive activity, particularly in regenerating skeletal muscle
[73-75]. The reduction in the muscle proliferative capacity
of depleted old rats is consistent with a previous study
showing that vitamin D stimulates muscle cell proliferation
in rat skeletal muscle [39]. However, in vitro studies have
established that 1,25-dihydroxyvitamin D treatment of a
C2C12 muscle cell line inhibited cell proliferation
[38,76], whereas others have concluded that this hormone
stimulates muscle proliferation [35,37]. These works
demonstrate that i) in vitro, the ability of vitamin D
to modulate cell proliferation depends on cell culture
conditions, and that ii) in vivo models make it possible toaccount for intrinsic and extrinsic factors, both of which
can influence cell proliferation [27,77,78].
Here, we have shown that hypovitaminosis D aggravates
the muscle atrophy in old rats as the expressions of key
markers modulating muscle cell proliferation are down-
regulated. While no experimental injury was induced in
our model, discrete episodes of repair and regeneration
occur nonetheless due to small daily damages. SC inter-
vene in such situations although their activation is not
necessarily detectable [5]. Here we speculate that vitamin
D deficiency could result in a poor recruitment of SC into
their proliferating state, due at least in part to a down-
regulation of Fgf2, making them ready for programmed
differentiation, as Bmp-4 is down-regulated. To validate
this hypothesis, a model of vitamin D-depleted old rats
undergoing muscle acute injury will allow evaluating the
effect of vitamin D on SC activation using specific markers
as Pax7 and MyoD or Pax7 and PCNA.
The Notch pathway is involved in SC proliferation
[14,79], and PCR arrays showed that the expression of
some of the key markers of this pathway were modulated
following vitamin D depletion. The mRNA expression of
Delta-1, a Notch activator, was lowered in the vitamin
D-depleted group whereas the expression of its protein
remained unchanged between the two groups. This
discrepancy could be due to a post-translational regulation
to maintain in-cell Delta levels, as this protein can
undergo recycling after its action on the Notch pathway
[80]. Here, Notch mRNA expression was unaffected by
vitamin D depletion in old rats whereas the expression of
the cleaved Notch form (TMNotch) was reduced, reflecting
a drop in activation of the Notch pathway. The down-
regulation of TMNotch expression in vitamin D-depleted
old rats was not the consequence of a change in the
expression of Notch pathway activator Delta-1, as
previously demonstrated by Conboy et al. [13,27]. The
modulation of TMNotch expression in depleted old
rats was probably not associated to down-regulation
of Notch receptor, as Notch transcript levels remained
stable between vitamin D-depleted and control rats.
However, Notch receptor, like Delta-1, can undergo
recycling after their activation [81]. Therefore, the observed
down-regulation of TMNotch expression in vitamin
D-depleted old rats may be due to a decrease in the
proteolytic processing of Notch receptor, involving
an ADAM protease and/or the γ-secretase complex
[18-20]. Thus more investigations are needed to evaluate
if ADAM or γ-secretase complex could be two targets of
vitamin D, providing a new possible explanation of the
down-regulation of TMNotch expression following vitamin
D depletion. The reduced activity of the Notch pathway in
vitamin D-depleted rats was further confirmed by the
decreased Hes1 mRNA expression in this same D-depleted
group. Once the pathway is activated, Notch receptor is
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factor to induce Hes1 gene expression. Hence, any
up-regulation of Hes1 expression is related to activation
of the Notch pathway, and inversely, Hes1 mRNA
down-regulation reflects the reduced activity of the
Notch signalling pathway [21,24,80].
The choice of an animal model in which no overt injury
was done provided to us the possibility for studying Notch
pathway signalling in the context of repair and regeneration
of daily small damages which contributes to age-related
muscle atrophy [5,21]. However, to fully evaluate the effect
of vitamin D deficiency on muscle regeneration with aging,
future investigations using old and young animal models of
regeneration will allow us to investigate the impact of
vitamin D on a high regeneration process. The present
study has raised new hypotheses. First, since hypovitami-
nose D affects muscle mass, the severity of muscle damages
following acute injury is likely to be increased in vitamin D
depleted old rats than in non-depleted animals. Second, it
is possible that the efficiency of muscle recovery after injury
is slower in vitamin D depleted old rats than in control old
or vitamin D-depleted young rats. Third, the rate of satellite
cells recruitment in old animals with vitamin D depletion is
likely altered. Future investigations should be done in order
to answer these questions.
Conclusion
The present work has shown that vitamin D depletion for
9 months efficiently induced vitamin D deficiency in old rats
and subsequently generated morphological and molecular
changes related to hypovitaminosis D. Vitamin D depletion
induces skeletal muscle atrophy in old rats through a reduc-
tion in the proliferative ability and in Notch pathway activity
in skeletal muscle. The activation of Notch pathway activity
is highly implicated in the mechanism of muscle re-
generation, vitamin D deficiency could further aggravate
the age-related impaired capacity of muscle to regenerate.
These findings strongly suggest that vitamin D status needs
to be controlled in elderly people to maintain muscle mass.
Additional file
Additional file 1: Gene expression levels in tibialis anterior of
control and vitamin D-depleted old rats. Expression levels of genes
known to regulate apoptosis, autocrine signalling, metabolism,
anabolism, myogenesis, Notch pathway, cell proliferation, cell structure
and function were analyzed in tibialis anterior of control and vitamin
D-depleted old rats using a RT2 profiler custom PCR array. Data presented
are means ± SEM. *: p < 0.05, **: p < 0.01 versus controls.
Abbreviations
25(OH) D: 25-hydroxyvitamin D; Bmp4: Bone morphogenetic protein 4;
Fgf-2: Fibroblast growth factor 2; FM: Fat mass; Hes1: Hairy and enhancer of
split-1; LM: Lean mass; TMNotch-1: Transmembrane fragment Notch-1;
PCNA: Proliferating cell nuclear antigen; SC: Satellite cell; TA: Tibialis anterior;
VDR: Vitamin D receptor.Competing interests
The authors declare that they have no competing interests.
Authors' contributions
AC, CDF, JS, MPV, NGM, YB, SW conceived and designed the experiments.
CDF, AC, JS, AB, VP, CG, KB, PD, SW performed the experiments. CDF, AC, JS,
SW analysed the data and performed statistical analysis. CDF wrote the
paper. SW acquired the funding. All authors read and approved the final
manuscript.
Author details
1Clermont Université, Université d’Auvergne, Unité de Nutrition Humaine,
Equipe ECREIN, CLARA, CRNH Auvergne; INRA, UMR 1019, UNH, CRNH
Auvergne, 63000 Clermont-Ferrand, France. 2Clermont Université, Université
d’Auvergne, Unité de Nutrition Humaine, Equipe NuTriM, CRNH Auvergne;
INRA, UMR 1019, UNH, CRNH Auvergne, 63000 Clermont-Ferrand, France.
3Clermont Université, Université d’Auvergne, Unité de Nutrition Humaine,
Installation Expérimentale de Nutrition, CRNH Auvergne; INRA, UMR 1019,
UNH, CRNH Auvergne, 63000 Clermont-Ferrand, France. 4INRA, UMR1019,
UNH, CRNH Auvergne, 63000 Clermont-Ferrand, France. 5Centre Jean Perrin,
Unité de Nutrition, 63000 Clermont-Ferrand, France. 6CHU Clermont-Ferrand,
Service de Nutrition Clinique, 63003 Clermont-Ferrand, France.
Received: 6 June 2014 Accepted: 24 September 2014
Published: 30 September 2014
References
1. Walrand S, Guillet C, Salles J, Cano N, Boirie Y: Physiopathological
mechanism of sarcopenia. Clin Geriatr Med 2011, 27:365–385.
2. Lenk K, Schuler G, Adams V: Skeletal muscle wasting in cachexia and
sarcopenia: molecular pathophysiology and impact of exercise training.
J Cachex Sarcopenia Muscle 2010, 1:9–21.
3. Decary S, Mouly V, Hamida CB, Sautet A, Barbet JP, Butler-Browne GS: Replicative
potential and telomere length in human skeletal muscle: implications for
satellite cell-mediated gene therapy. Hum Gene Ther 1997, 8:1429–1438.
4. Jang YC, Sinha M, Cerletti M, Dall’Osso C, Wagers AJ: Skeletal muscle stem
cells: effects of aging and metabolism on muscle regenerative function.
Cold Spring Harb Symp Quant Biol 2011, 76:101–111.
5. Barani AE, Durieux AC, Sabido O, Freyssenet D: Age-related changes in the
mitotic and metabolic characteristics of muscle-derived cells. J Appl
Physiol (1985) 2003, 95:2089–2098.
6. Barberi L, Scicchitano BM, De Rossi M, Bigot A, Duguez S, Wielgosik A,
Stewart C, McPhee J, Conte M, Narici M, Franceschi C, Mouly V, Butler-Browne G,
Musaro A: Age-dependent alteration in muscle regeneration: the critical role
of tissue niche. Biogerontology 2013, 14:273–292.
7. Collins CA, Partridge TA: Self-renewal of the adult skeletal muscle satellite
cell. Cell Cycle 2005, 4:1338–1341.
8. Collins CA, Olsen I, Zammit PS, Heslop L, Petrie A, Partridge TA, Morgan JE:
Stem cell function, self-renewal, and behavioral heterogeneity of cells
from the adult muscle satellite cell niche. Cell 2005, 122:289–301.
9. Welle S: Cellular and molecular basis of age-related sarcopenia. Can J
Appl Physiol 2002, 27:19–41.
10. Shefer G, Van de Mark DP, Richardson JB, Yablonka-Reuveni Z: Satellite-cell
pool size does matter: defining the myogenic potency of aging skeletal
muscle. Dev Biol 2006, 294:50–66.
11. Brooks NE, Schuenke MD, Hikida RS: No change in skeletal muscle satellite
cells in young and aging rat soleus muscle. J Physiol Sci 2009, 59:465–471.
12. Carlson ME, Suetta C, Conboy MJ, Aagaard P, Mackey A, Kjaer M, Conboy I:
Molecular aging and rejuvenation of human muscle stem cells. EMBO
Mol Med 2009, 1:381–391.
13. Conboy IM, Conboy MJ, Smythe GM, Rando TA: Notch-mediated restoration
of regenerative potential to aged muscle. Science 2003, 302:1575–1577.
14. Arthur ST, Cooley ID: The effect of physiological stimuli on sarcopenia;
impact of Notch and Wnt signaling on impaired aged skeletal muscle
repair. Int J Biol Sci 2012, 8:731–760.
15. Buas MF, Kadesch T: Regulation of skeletal myogenesis by Notch. Exp Cell
Res 2010, 316:3028–3033.
16. Schuster-Gossler K, Cordes R, Gossler A: Premature myogenic
differentiation and depletion of progenitor cells cause severe muscle
hypotrophy in Delta1 mutants. Proc Natl Acad Sci U S A 2007,
104:537–542.
Domingues-Faria et al. Nutrition & Metabolism 2014, 11:47 Page 12 of 13
http://www.nutritionandmetabolism.com/content/11/1/4717. Vasyutina E, Lenhard DC, Wende H, Erdmann B, Epstein JA, Birchmeier C:
RBP-J (Rbpsuh) is essential to maintain muscle progenitor cells and to
generate satellite cells. Proc Natl Acad Sci U S A 2007, 104:4443–4448.
18. Hales EC, Taub JW, Matherly LH: New insights into Notch1 regulation of
the PI3K-AKT-mTOR1 signaling axis: targeted therapy of gamma-secretase
inhibitor resistant T-cell acute lymphoblastic leukemia. Cell Signal 2014,
26:149–161.
19. Brou C, Logeat F, Gupta N, Bessia C, LeBail O, Doedens JR, Cumano A,
Roux P, Black RA, Israel A: A novel proteolytic cleavage involved in Notch
signaling: the role of the disintegrin-metalloprotease TACE. Mol Cell 2000,
5:207–216.
20. Mumm JS, Schroeter EH, Saxena MT, Griesemer A, Tian X, Pan DJ, Ray WJ,
Kopan R: A ligand-induced extracellular cleavage regulates
gamma-secretase-like proteolytic activation of Notch1. Mol Cell 2000,
5:197–206.
21. Bray SJ: Notch signalling: a simple pathway becomes complex. Nat Rev
Mol Cell Biol 2006, 7:678–689.
22. Buas MF, Kabak S, Kadesch T: The Notch effector Hey1 associates with
myogenic target genes to repress myogenesis. J Biol Chem 2010,
285:1249–1258.
23. Fukada S, Yamaguchi M, Kokubo H, Ogawa R, Uezumi A, Yoneda T, Matev MM,
Motohashi N, Ito T, Zolkiewska A, Johnson RL, Saga Y, Miyagoe-Suzuki Y,
Tsujikawa K, Takeda S, Yamamoto H: Hesr1 and Hesr3 are essential to
generate undifferentiated quiescent satellite cells and to maintain satellite
cell numbers. Development 2011, 138:4609–4619.
24. Kuroda K, Tani S, Tamura K, Minoguchi S, Kurooka H, Honjo T: Delta-induced
Notch signaling mediated by RBP-J inhibits MyoD expression and
myogenesis. J Biol Chem 1999, 274:7238–7244.
25. Georgia S, Soliz R, Li M, Zhang P, Bhushan A: p57 and Hes1 coordinate cell
cycle exit with self-renewal of pancreatic progenitors. Dev Biol 2006,
298:22–31.
26. Lin S, Shen H, Jin B, Gu Y, Chen Z, Cao C, Hu C, Keller C, Pear WS, Wu L:
Brief report: Blockade of Notch signaling in muscle stem cells causes
muscular dystrophic phenotype and impaired muscle regeneration.
Stem Cells 2013, 31:823–828.
27. Conboy IM, Conboy MJ, Wagers AJ, Girma ER, Weissman IL, Rando TA:
Rejuvenation of aged progenitor cells by exposure to a young systemic
environment. Nature 2005, 433:760–764.
28. Grounds MD: Age-associated changes in the response of skeletal muscle
cells to exercise and regeneration. Ann N Y Acad Sci 1998, 854:78–91.
29. Bischoff-Ferrari H: Vitamin D: what is an adequate vitamin D level and
how much supplementation is necessary? Best Pract Res Clin Rheumatol
2009, 23:789–795.
30. Holick MF: The cutaneous photosynthesis of previtamin D3: a unique
photoendocrine system. J Invest Dermatol 1981, 77:51–58.
31. Mason RS, Sequeira VB, Gordon-Thomson C: Vitamin D: the light side of
sunshine. Eur J Clin Nutr 2011, 65:986–993.
32. Chun RF: New perspectives on the vitamin D binding protein. Cell Biochem
Funct 2012, 30:445–456.
33. Wacker M, Holick MF: Vitamin D - effects on skeletal and extraskeletal
health and the need for supplementation. Nutrients 2013, 5:111–148.
34. Ceglia L, Harris SS: Vitamin D and its role in skeletal muscle. Calcif Tissue
Int 2013, 92:151–162.
35. Boland R, De Boland AR, Buitrago C, Morelli S, Santillan G, Vazquez G,
Capiati D, Baldi C: Non-genomic stimulation of tyrosine phosphorylation
cascades by 1,25(OH) (2) D (3) by VDR-dependent and -independent
mechanisms in muscle cells. Steroids 2002, 67:477–482.
36. Wali RK, Kong J, Sitrin MD, Bissonnette M, Li YC: Vitamin D receptor is not
required for the rapid actions of 1,25-dihydroxyvitamin D3 to increase
intracellular calcium and activate protein kinase C in mouse osteoblasts.
J Cell Biochem 2003, 88:794–801.
37. Buitrago CG, Arango NS, Boland RL: 1alpha,25(OH)2D3-dependent
modulation of Akt in proliferating and differentiating C2C12 skeletal
muscle cells. J Cell Biochem 2012, 113:1170–1181.
38. Garcia LA, King KK, Ferrini MG, Norris KC, Artaza JN: 1,25(OH)2vitamin D3
stimulates myogenic differentiation by inhibiting cell proliferation and
modulating the expression of promyogenic growth factors and myostatin
in C2C12 skeletal muscle cells. Endocrinology 2011, 152:2976–2986.
39. Stratos I, Li Z, Herlyn P, Rotter R, Behrendt AK, Mittlmeier T, Vollmar B:
Vitamin D increases cellular turnover and functionally restores the
skeletal muscle after crush injury in rats. Am J Pathol 2013, 182:895–904.40. Santillan G, Katz S, Vazquez G, Boland RL: TRPC3-like protein and vitamin D
receptor mediate 1alpha,25(OH)2D3-induced SOC influx in muscle cells.
Int J Biochem Cell Biol 2004, 36:1910–1918.
41. Polly P, Tan TC: The role of vitamin D in skeletal and cardiac muscle
function. Front Physiol 2014, 5:145.
42. Holick MF: Vitamin D deficiency. N Engl J Med 2007, 357:266–281.
43. Schubert L, DeLuca HF: Hypophosphatemia is responsible for skeletal muscle
weakness of vitamin D deficiency. Arch Biochem Biophys 2010, 500:157–161.
44. Bischoff-Ferrari HA, Borchers M, Gudat F, Durmuller U, Stahelin HB, Dick W:
Vitamin D receptor expression in human muscle tissue decreases with
age. J Bone Miner Res 2004, 19:265–269.
45. Terada K, Misao S, Katase N, Nishimatsu S, Nohno T: Interaction of Wnt
Signaling with BMP/Smad Signaling during the Transition from Cell
Proliferation to Myogenic Differentiation in Mouse Myoblast-Derived
Cells. Int J Cell Biol 2013, 2013:616294.
46. Yablonka-Reuveni Z, Seger R, Rivera AJ: Fibroblast growth factor promotes
recruitment of skeletal muscle satellite cells in young and old rats.
J Histochem Cytochem 1999, 47:23–42.
47. Hee CK, Nicoll SB: Endogenous bone morphogenetic proteins mediate
1alpha, 25-dihydroxyvitamin D (3)-induced expression of osteoblast
differentiation markers in human dermal fibroblasts. J Orthop Res 2009,
27:162–168.
48. Garcia LA, Ferrini MG, Norris KC, Artaza JN: 1,25 (OH) (2) vitamin D (3)
enhances myogenic differentiation by modulating the expression of key
angiogenic growth factors and angiogenic inhibitors in C (2)C (12)
skeletal muscle cells. J Steroid Biochem Mol Biol 2013, 133:1–11.
49. Dahlqvist C, Blokzijl A, Chapman G, Falk A, Dannaeus K, Ibanez CF, Lendahl U:
Functional Notch signaling is required for BMP4-induced inhibition of
myogenic differentiation. Development 2003, 130:6089–6099.
50. Bowers RR, Kim JW, Otto TC, Lane MD: Stable stem cell commitment to
the adipocyte lineage by inhibition of DNA methylation: role of the
BMP-4 gene. Proc Natl Acad Sci U S A 2006, 103:13022–13027.
51. Seifert AW, Zheng Z, Ormerod BK, Cohn MJ: Sonic hedgehog controls
growth of external genitalia by regulating cell cycle kinetics. Nat Commun
2010, 1:23.
52. Livak KJ, Schmittgen TD: Analysis of relative gene expression data using
real-time quantitative PCR and the 2(−Delta Delta C (T)) Method.
Methods 2001, 25:402–408.
53. Salles J, Chanet A, Giraudet C, Patrac V, Pierre P, Jourdan M, Luiking YC,
Verlaan S, Migne C, Boirie Y, Walrand S: 1,25(OH)2-vitamin D3 enhances
the stimulating effect of leucine and insulin on protein synthesis rate
through Akt/PKB and mTOR mediated pathways in murine C2C12
skeletal myotubes. Mol Nutr Food Res 2013, 57:2137–2146.
54. Murakami H, Guillet C, Tardif N, Salles J, Migne C, Boirie Y, Walrand S:
Cumulative 3-nitrotyrosine in specific muscle proteins is associated with
muscle loss during aging. Exp Gerontol 2012, 47:129–135.
55. Wu M, Desai DH, Kakarla SK, Katta A, Paturi S, Gutta AK, Rice KM, Walker EM Jr,
Blough ER: Acetaminophen prevents aging-associated hyperglycemia in
aged rats: effect of aging-associated hyperactivation of p38-MAPK and
ERK1/2. Diabetes Metab Res Rev 2009, 25:279–286.
56. Ljubicic V, Hood DA: Diminished contraction-induced intracellular signaling
towards mitochondrial biogenesis in aged skeletal muscle. Aging Cell 2009,
8:394–404.
57. Garcia-Prat L, Sousa-Victor P, Munoz-Canoves P: Functional dysregulation
of stem cells during aging: a focus on skeletal muscle stem cells. FEBS J
2013, 280:4051–4062.
58. Vasyutina E, Lenhard DC, Birchmeier C: Notch function in myogenesis.
Cell Cycle 2007, 6:1451–1454.
59. Lexell J, Henriksson-Larsen K, Winblad B, Sjostrom M: Distribution of different
fiber types in human skeletal muscles: effects of aging studied in whole
muscle cross sections. Muscle Nerve 1983, 6:588–595.
60. Lexell J, Taylor CC, Sjostrom M: What is the cause of the ageing atrophy? Total
number, size and proportion of different fiber types studied in whole vastus
lateralis muscle from 15- to 83-year-old men. J Neurol Sci 1988, 84:275–294.
61. Bottinelli R, Betto R, Schiaffino S, Reggiani C: Maximum shortening velocity
and coexistence of myosin heavy chain isoforms in single skinned fast
fibres of rat skeletal muscle. J Muscle Res Cell Motil 1994, 15:413–419.
62. Snijder MB, van Dam RM, Visser M, Deeg DJ, Dekker JM, Bouter LM, Seidell JC,
Lips P: Adiposity in relation to vitamin D status and parathyroid hormone
levels: a population-based study in older men and women. J Clin Endocrinol
Metab 2005, 90:4119–4123.
Domingues-Faria et al. Nutrition & Metabolism 2014, 11:47 Page 13 of 13
http://www.nutritionandmetabolism.com/content/11/1/4763. Kremer R, Campbell PP, Reinhardt T, Gilsanz V: Vitamin D status and its
relationship to body fat, final height, and peak bone mass in young
women. J Clin Endocrinol Metabol 2009, 94:67–73.
64. Girgis CM, Clifton-Bligh RJ, Hamrick MW, Holick MF, Gunton JE: The roles of
vitamin D in skeletal muscle: form, function, and metabolism. Endocr Rev
2013, 34:33–83.
65. Endo I, Inoue D, Mitsui T, Umaki Y, Akaike M, Yoshizawa T, Kato S,
Matsumoto T: Deletion of vitamin D receptor gene in mice results in
abnormal skeletal muscle development with deregulated expression of
myoregulatory transcription factors. Endocrinology 2003, 144:5138–5144.
66. Boucher BJ: The problems of vitamin d insufficiency in older people.
Aging Dis 2012, 3:313–329.
67. DeLuca HF: Overview of general physiologic features and functions of
vitamin D. Am J Clin Nutr 2004, 80:1689S–1696S.
68. Ceglia L, Niramitmahapanya S, da Silva Morais M, Rivas DA, Harris SS,
Bischoff-Ferrari H, Fielding RA, Dawson-Hughes B: A randomized study on the
effect of vitamin D3 supplementation on skeletal muscle morphology and
vitamin D receptor concentration in older women. J Clin Endocrinol Metab
2013, 98:E1927–1935.
69. Pike JW, Meyer MB: The vitamin D receptor: new paradigms for the
regulation of gene expression by 1,25-dihydroxyvitamin D (3).
Endocrinol Metab Clin North Am 2010, 39:255–269. table of contents.
70. von Maltzahn J, Chang NC, Bentzinger CF, Rudnicki MA: Wnt signaling in
myogenesis. Trends Cell Biol 2012, 22:602–609.
71. Fedon Y, Bonnieu A, Gay S, Vernus B, Bacou F, Bernardi H: Role and
Function of Wnts in the Regulation of Myogenesis: When Wnt Meets
Myostatin. In Skeletal Muscle-From Myogenesis to Clinical Relations. Edited by
Cseri J. Croatia: InTech; 2012; 2012. ISBN: 978-953-51-0712-5, Chapter 4.
Available from: http://www.intechopen.com/books/skeletal-muscle-from-
myogenesis-to-clinical-relations/role-and-function-of-wnts-in-the-regulation-
of-myogenesis-when-wnt-meets-myostatin.
72. Dollenmeier P, Turner DC, Eppenberger HM: Proliferation and
differentiation of chick skeletal muscle cells cultured in a chemically
defined medium. Exp Cell Res 1981, 135:47–61.
73. Conboy IM, Rando TA: The regulation of Notch signaling controls satellite
cell activation and cell fate determination in postnatal myogenesis.
Dev Cell 2002, 3:397–409.
74. Richard-Bulteau H, Serrurier B, Crassous B, Banzet S, Peinnequin A, Bigard X,
Koulmann N: Recovery of skeletal muscle mass after extensive injury:
positive effects of increased contractile activity. Am J Physiol Cell Physiol
2008, 294:C467–476.
75. Duguez S, Feasson L, Denis C, Freyssenet D: Mitochondrial biogenesis
during skeletal muscle regeneration. Am J Physiol Endocrinol Metab 2002,
282:E802–809.
76. Girgis CM, Clifton-Bligh RJ, Mokbel N, Cheng K, Gunton JE: Vitamin D
Signaling Regulates Proliferation, Differentiation, and Myotube Size in
C2C12 Skeletal Muscle Cells. Endocrinology 2014, 155:347–357.
77. Cosgrove BD, Gilbert PM, Porpiglia E, Mourkioti F, Lee SP, Corbel SY,
Llewellyn ME, Delp SL, Blau HM: Rejuvenation of the muscle stem cell
population restores strength to injured aged muscles. Nat Med 2014,
20:255–264.
78. Bernet JD, Doles JD, Hall JK, Kelly Tanaka K, Carter TA, Olwin BB: p38 MAPK
signaling underlies a cell-autonomous loss of stem cell self-renewal in
skeletal muscle of aged mice. Nat Med 2014, 20:265–271.
79. Zammit PS: All muscle satellite cells are equal, but are some more equal
than others? J Cell Sci 2008, 121:2975–2982.
80. Hurlbut GD, Kankel MW, Lake RJ, Artavanis-Tsakonas S: Crossing paths with
Notch in the hyper-network. Curr Opin Cell Biol 2007, 19:166–175.
81. Mayeuf A, Relaix F: [Notch pathway: from development to regeneration
of skeletal muscle]. Med Sci 2011, 27:521–526.
doi:10.1186/1743-7075-11-47
Cite this article as: Domingues-Faria et al.: Vitamin D deficiency
down-regulates Notch pathway contributing to skeletal muscle
atrophy in old wistar rats. Nutrition & Metabolism 2014 11:47.Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
